Background: The diagnosis of active pulmonary tuberculosis (TB) remains a challenge in clinic, especially for sputum negative pulmonary TB. Bronchoalveolar lavage fluid (BALF) has higher sensitivity than sputum for detection of Mycobacterium tuberculosis (Mtb). However, bronchoscopy is invasive and costly, and not suitable for all patients. In order to make TB patients get more benefit from BALF for diagnosis, we explore which indicator might be used to optimize the choice of bronchoscopy. Methods: A total of 1539 sputum-smear-negative pulmonary TB suspects who underwent bronchoscopy were recruited for evaluation. The sensitivity, specificity and accuracy of Mtb detection in sputum and BALF were compared. Odds ratios and 95% confidence intervals were used to assess variables that associated with positive acid-fast bacilli (AFB) smear, Mtb culture and nucleic acid amplification test (NAAT) of BALF in sputum-negative and non-sputum-producing pulmonary TB suspects.
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Background
Tuberculosis (TB), an airborne infection caused by Mycobacterium tuberculosis (Mtb), remains a major global health problem. In 2015, there were estimated 10.4 million new TB cases, and 1.8 million TB deaths. Despite this large toll of mortality, majority of TB patients can be cured within 6 months with timely diagnosis and correct treatment [1] . Considering there is no effective preventive vaccine against TB, the early diagnosis of pulmonary TB patients is not only critical for individual treatment, but also a major strategy for prevention of TB transmission. Microbiological confirmation of TB and drug susceptibility testing are key factors ensuring that new TB suspects are accurately diagnosed and timely accessible to effective treatment. Unfortunately, it remains as a challenge as up to 65% of TB patients were negative for Mtb detection in China [1] . There is a clear necessity to identity optimal methods for pulmonary TB diagnosis of bacteriologicallynegative patients, particularly in high burden settings of multi-drug resistant TB (MDR-TB) like China.
Newer methods with increased sensitivity compared to traditional acid-fast bacilli (AFB) smear and culture have been developed during the last decades [2] . For example, molecular DNA-based diagnostics such as Xpert MTB/ RIF [3] and line probe assays (LPAs) [4] , have become widely available and permit both rapid diagnosis and preliminary assessment of drug susceptibility [5] . While by smear, culture and nucleic acid amplification test (NAATs) have made an important contribution by accelerating TB diagnosis and preliminary identification of MDR-TB, the sensitivity remains too low [6] . Consequently, a substantial proportion of pulmonary TB patients are diagnosed based only on symptoms, chest X-ray abnormalities or (rarely) characteristic histopathology [7] . In China, the positive rate of bacteriologically confirmed pulmonary TB is only 35% among 1.38 million pulmonary TB cases [1] . Among these patients, some were bacteriologically negative due to lack of sputum or false-negative due to poor sputum sample quality. Bronchoscopy has demonstrated superiority to expectorated sputum for pulmonary TB diagnosis. As an example, a recent study reported that 54% of sputumnegative pulmonary TB patients were eventually confirmed by finding Mtb in BALF samples by NAAT or culture [8] .
Although BALF offers the potential to improve the positivity of microbiological finding for diagnosis of pulmonary TB, bronchoscopy is invasive and costly. In order to maximize the benefit of bronchoscopy while minimizing the cost to TB control programs, it is important to identify parameters to predict the yield of BALF for diagnosis of sputum-negative pulmonary TB [9] . In the present study, we compared the sensitivity and specificity of Mtb tests between sputum and BALF for diagnosis of pulmonary TB among 1539 sputum-smear-negative cases, and identified clinical parameters which are associated with the benefit of bronchoscopy in sputum-negative and nonsputum-producing pulmonary TB suspects.
Methods

Study population
This retrospective study was conducted at Shenzhen Third People's Hospital (Guangdong, China). Between February 2011 and May 2015, a total of 1539 sputumsmear-negative pulmonary TB suspects who underwent bronchoscopy for medical diagnosis purpose were included in the study. The selection of TB suspects for bronchoscopy was made at the discretion of the clinic physicians responsible for their care with no influence from the investigators implementing this study. Medical data were collected on age, gender, symptoms, previous TB history, laboratory test and imaging detection. Laboratory tests included sputum smear (three times) and culture, interferon-gamma release assay (IGRA), CD4 and CD8 cell counts. Patients with a follow-up less than 6 months were excluded.
Cases definition
The diagnosis of active TB were following Chinese diagnostic criteria for tuberculosis (WS288-2008), WHO guidelines for treatment of tuberculosis (fourth edition), and other references [10] [11] [12] . Active TB cases were classified as definite TB and probable TB, the definition and category of study population were listed below:
Tuberculosis suspect referred to any person who presented with typical chest imaging suggestive of TB (WS288-2008).
Definite TB was defined as sputum or BALF culture positive for Mtb, or NAAT positive for Mtb, plus clinical symptom and CT sign suggestive of pulmonary TB and response to anti-tuberculosis treatment.
Probable TB was defined as sputum or BALF culture and NAAT negative for Mtb, sputum/BALF negative or positive for AFB, plus clinical symptom and CT sign suggestive of pulmonary TB and response to antituberculosis treatment.
Cured TB (RxTB) was defined as the pulmonary TB patients who had completed standard anti-TB treatment regimen for at least 6 months with no subsequent evidence of active TB.
Non-TB lung disease (non-TB) was defined as negative cultures and smears for Mtb detection in sputum and BALF, CT suggestive of non-TB, and anti-TB treatment was never initiated by healthcare providers. Non-TB lung diseases included bacterial pneumonia, lung cancer, sarcoidosis, asthma, bronchiectasis, bronchitis, etc.
Non-tuberculous mycobacteria (NTM) infection was confirmed by identification of the same species of NTM in sputum and/or BALF.
Bronchoscopy technique, specimen processing and IGRA All patients underwent bronchoscopy with BALF collection. Patients were pre-medicated with 0.5 mg atropine and then sedated with midazolam. Bronchial washing of the involved sub-segment was performed with 20 to 50 ml of isotonic saline. Sputum samples, if available, were collected on three consecutive days and examined for the presence of acid-fast bacilli by microscopy. All sputum and BALF samples were subjected to NAAT for detection of Mtb DNA using a commercial quantitative real-time polymerase chain reaction kit (qPCR) (Qiagen, China), and mycobacterium culture for up to 6 weeks in fluid media (MGIT, BD, Heidelberg), or 8 weeks in solid media (Loewenstein-Jensen), before the results were concluded negative.
The Mtb-specific IGRA was performed as an inhouse IFN-γ enzyme-linked immunospot assay which was reported previously [13] . The overall sensitivities and specificities of our in-house IGRA were similar to commercial IGRA kits [13] .
Statistical analysis
The positive rate, sensitivity, specificity and accuracy of Mtb tests in sputum and BALF for the diagnosis of pulmonary TB were calculated.
For categorical variables, the percentage of patients in each category was calculated. To identify potential variables related to positivity of BALF (positivity in Mtb detection of BALF through smear microscopy, culture and/ or NAAT), univariate analysis with Pearson's χ 2 test was performed. All variables with P values less than 0.05 in univariate analysis were entered into the unconditional multiple logistic regression analyses and the associations assessed with Odds ratios (OR) and 95% confidence intervals (CIs). To identify the overlapping effects on positivity of BALF, variables with P values less than 0.05 in unconditional multiple logistic regression analyses were entered into stratified analysis. All analyses were performed using SPSS software (release 20.0, IBM,USA). 
Results
Clinical characteristics and final diagnosis of sputumsmear-negative pulmonary TB suspects A total of 1539 subjects who underwent bronchoscopy were enrolled in the study (see Fig. 1 ). The median age was 36.8 ± 13.9 (interquartile range, 11 to 81 years old) and 56.2% were males. There were no complications from the procedure and BALF samples were obtained from all patients. Among them, 1146 patients had a final diagnosis of pulmonary TB, 78 patients were cured TB but not TB relapse, 25 patients were diagnosed with NTM infection, and 290 patients had a final diagnosis of non-TB lung diseases (see Table 1 ). Among 1539 suspect TB patients, 620 (40.3%) patients were negative for sputum Mtb culture or NAAT test, 408 (26.5%) patients had no sputum. Of 1146 suspects with final diagnosis of pulmonary TB, 304 (26.5%) had no sputum production, 343 (29.9%) were negative for sputum Mtb detection by smear, culture or NAAT, while 499 (43.5%) were bacteriologically confirmed based on one or more of these sputum tests. In comparison, 727 of 1146 (63.4%) pulmonary TB patients were bacteriologically confirmed by smear, culture or NAAT in BALF. A total of 362 (31.6%) patients had a final clinical diagnosis of pulmonary TB based on chest imaging and anti-TB treatment response.
Among 25 NTM lung disease cases who were diagnosed by conventional mycobacterial culture and 16 s RNA gene based molecular species identification using BALF samples, only 48.0% (12/25) cases were identified by sputum culture. Bronchoscopy made more species identification possible, from which a correct treatment could be applied.
BALF improved the diagnostic accuracy of sputumnegative and non-sputum-producing TB suspects Positive detectable rate, sensitivity, specificity and accuracy of different methods for the diagnosis of all sputumsmear-negative pulmonary TB suspects, sputum negative and no sputum patients were listed in Tables 2 and 3 . Among the 1539 suspects, the overall positive detection rate of BALF for diagnosis of pulmonary TB was significantly higher than that of sputum, with overall positivity of 47.2% and 32.4%, respectively. The overall sensitivity of BALF (63.4%) was significantly higher than that of sputum (43.5%) (see Table 2 ). Compared to sputum, an increased sensitivity of BALF was observed in all three Mtb tests including AFB staining, Mtb culture and NAAT, indicating that BALF samples were enriched for Mtb. Specifically, 122 (19.7%) out of 620 pulmonary TB patients who were negative for all three Mtb tests in sputum were eventually confirmed by positive results for one or more of these tests in BALF. Notably, the benefit of BALF was mostly evident in those pulmonary TB suspects without sputum production. As shown in Table 3 , 163 (40.0%) out of 408 pulmonary TB patients without sputum production were bacteriologically confirmed by BALF Mtb tests.
Factors associated with positive BALF Mtb detection in sputum-negative and non-sputum-producing pulmonary TB patients
In line with previous literature [14] , our data demonstrated that BALF significantly improved Mtb detection in pulmonary TB patients. More importantly, BALF significantly improved the diagnosis and treatment of those pulmonary TB patients who were unable to produce sputum. Isolating Mtb in those cases was not only critical for TB diagnosis, but also permitted drug susceptibility testing. Despite the clear benefit of bronchoscopy in the management of individual cases, only 285 (27.7%) subjects were positive for Mtb detection in BALF among 1028 subjects with sputum negative or without sputum.
To identify those patients most likely to benefit from bronchoscopy, we analyzed the clinical parameters associated with Mtb detection in BALF among sputumnegative pulmonary TB suspects and TB suspects who were unable to produce sputum. Univariate analysis showed that age (P < 0.001), hemoptysis (P = 0.002), bilateral lung infection (P = 0.005), cavity on chest radiographs (P < 0.001), CD4 cell count (P = 0.004), CD8 cell count (P = 0.001), erythrocyte sedimentation rate (P = 0.001), and IGRA results (P < 0.001) were all significantly associated with Mtb detection in BALF (see Table 4 ). Multivariate logistic regression analysis revealed that age, cavity on chest radiographs (OR: 4.108, 95% CI: 2.376- Table 5 ). Further analysis indicated that combination of age, cavity on chest radiographs, and IGRA yielded the highest positivity of Mtb detection in BALF. Specifically, younger pulmonary TB suspects (≤ 35 years old) with cavity on chest radiographs and positive IGRA had 84.8% (28/33) positivity of Mtb detection in BALF (see Table 6 ).
Discussion
Negative diagnostic tests on sputum samples and lack of sputum production in patients with pulmonary TB have been reported to be the major causes of treatment delay [15] . In our study, the sensitivity of sputum Mtb tests including sputum Mtb culture and NAAT was 43.5% (499/ 1146) in pulmonary TB patients. In paired comparison, 63.4% of (727/1146) pulmonary TB patients were bacteriologically confirmed by BALF Mtb tests. In addition, 13 out of 25 patients with NTM infection were diagnosed by BALF-based tests. Thus, about 30% patients benefited from BALF Mtb tests. It is worthy to note that BALF Mtb tests increased 35.6% and 53.6% positivity in sputum-negative and non-sputum-producing pulmonary TB patients, respectively. BALF not only increased the positive rate of bacteriological detection for diagnosis, but also made a significant improvement for effective precision treatment through enabling species identification and drug susceptibility testing. While bronchoscopy is clearly a useful diagnostic tool for pulmonary TB, it has risks of hemorrhage, pneumothorax, laryngospasm as well as other minor and major potentially adverse effects [16, 17] . Nosocomial transmission of TB and other pathogens might also occur in some patients exposed to inadequately sterilized bronchoscopy equipment. Furthermore, bronchoscopy is an expensive procedure requiring expert personnel and facilities. Therefore, we identified clinical parameters associated with positivity of Mtb detection in BALF in an attempt to maximize the benefit of BALF collection for pulmonary TB suspects who undergo bronchoscopy. We found that age, cavity on chest radiographs, IGRAs results, and CD8 + T cell count are risk factors associated with positivity of BALF Mtb tests. By the stratified analysis, we determined that age, cavity on chest radiographs, IGRAs results, but not CD8 + T cell count, have an overlay effect in predicting positivity of Mtb tests in BALF. Specifically, a combination of age (≤ 35 years), IGRAs (+), cavity on chest radiographs had yielded a significantly high positivity (84.8%) of Mtb detection in BALF.
Among these factors, cavity on radiograph has the highest predictive value, which might be expected, as the cavities developed by erosion of caseation granulomas into bronchi, through which Mtb can be expelled [18] . In support of this, a previous report indicated numerous AFB are detected at the surface of cavities [19] . In the present study, age ≤ 35 years and positive IGRAs results were predictive factors for positive BALF results. Although IGRAs cannot reliably distinguish active TB from latent TB infection, we and other researchers have shown that the levels of IFN-γ determined by IGRAs are associated with sputum Mtb positivity in immune competent pulmonary TB patients [20] , and the sensitivity of IGRAs is correlated with paucibacillary nature of the samples [21] . In line with these findings, here we found IGRAs alone has a predictive odds ratio of 3.743 (95% CI: 2.478-5.655) for Mtb positivity in BALF, due to the existence Non-TB patients in the BALFnegative TB suspects. We speculate that younger patients capable of mounting a robust cell-mediated immune response to pulmonary TB are more likely to develop cavitary lesions with positive sputum and BALF tests for Mtb.
Conclusions
We found that age (≤ 35 years), positive IGRA test and cavity on chest radiographs as risk factors associated with positivity of Mtb detection in BALF. Sputum negative pulmonary TB suspects who are under 35 years old, positive for the presence of pulmonary cavity and IGRA, should undergo bronchoscopy to collect BAFL for Mtb tests, as they have the highest possibility to get bacteriologically confirmation of TB. 
